Direct sequencing using lphage DNA and E.coli colonies with plasmid DNA is a very powerful technique. Almost all of the reported direct sequencing methods involve either radioactive sequencing or ‰uorescent dye-primer sequencing. We present a direct colony sequencing strategy that uses a dye terminator (BigDye terminator kit) together with dye primer sequencing. We found that single-colony sequencing with the terminator yielded about 500 base pairs of sequence information. Signal strength was not improved when the number of cycles increased to 40. The colony used for the sequencing was estimated to contain about 5.6×10 7 cells. In addition, although a single plaque consisted of 2×10 6 cells, the pfu was not high enough to read with single-cycle sequencing, and only about 300 base pairs of sequence information were obtained from a single plaque using two cycle-sequencing reactions (re-cycle sequencing). The optimal amounts of the template were 500 ng of puriˆed lDNA and 1×10 7 pfu of the lphage suspension, but with BigDye TM terminator it was possible to detect as little as 50 ng of puriˆed lDNA and 2×10 6 pfu for lphage suspensions. Thus, colony direct sequencing and plaque direct sequencing are estimated to be very useful for rapid and high-throughput screening of genomic and cDNA libraries. 

